ACT in Drosophila EAD clones results in disrupted photoreceptor differentiation and F-actin enrichment. Confocal planar sections through the epithelium of third instar larval EADs at day 5/6. Apical (A, D) and basal sections (B, E), and cross-sections (C, F) are shown. ey-FLP was used to induce clones and the mutant tissue was marked by the expression of GFP (green), in this and all other figures, unless otherwise indicated. Mutant tissue was marked by the expression of GFP (green). EADs were stained for Elav (white) and with phalloidin-TRITC for F-actin (white). (A, B, C) RhoGEF2. (D, E, F) RhoGEF2 + Ras ACT . Expression of RhoGEF2 alone in clones resulted in an disruption to differentiation with Elav + cells observed in basal sections (B, C, arrows in C, Ci) and an increase in F-actin (Aii, Aiii, Bii, Biii, Cii, Ciii, arrows in Cii, Ciii). Some RhoGEF2 + Ras ACT co-expressing cells differentiated (D and Di) , and Elav-expressing cells were seen basally (E, Ei, yellow arrow), however most of the posterior GFP + tissue showed reduced differentiation (white arrows, E-Ei and F-Fi). Cells expressing RhoGEF2 + Ras ACT showed an enrichment of F-actin (Dii, Diii, and arrows, Eii, Eiii and Fii, Fiii GMR-GAL4 was used to over-express the Rho1 reporter, UAS-PKN58-GFP, +/-UAS-RhoGEF2. GFP images were taken with the same confocal settings. UAS-myr-RFP expression was used as a transgene control (A, red). The PKN58-GFP, RhoGEF2 EADs were stained for RhoGEF2 (B, white), and F-actin was detected using phalloidin-TRITC (red). (Ai-Avi) GMR>PKN58-GFP, myr-RFP. (Bi-Bviii) GMR>PKN58-GFP, RhoGEF2. Control eye discs displayed PKN58-GFP throughout the cells with some apical enrichment (arrows, Aiv-Avi). Over-expression of RhoGEF2 resulted in high enrichment of the PKN58-GFP at the apical-lateral region of eye disc cells (arrows, Bv-Bviii) compared with the control. (C) Quantification of apically versus basally concentrated Rho1 reporter in RhoGEF2 expressing eye discs relative to the control. The data was compared by a t-test and error bars represent s.e.m. The significance was p<0.0134 for PKN58-GFP, RhoGEF2 compared with the control, PKN58-GFP, myr-RFP.
Figure S3 
GOF
-expressing cells exhibited ectopic differentiation in and anterior to the MF (arrows, A-Aii) and some photoreceptor nuclei were mislocalised in the basal sections of the eye disc (arrows, B-Bii). F-actin levels were not affected. A similar phenotype was observed for Rho1
RNAi + Raf GOF with ectopic differentiation (arrow, C-Cii) and some basally localised photoreceptor cells (arrows, D-Dii). (E) Quantification of F-actin in Raf GOF or Rho RNAi +Raf GOF clones versus wild-type clones. The data was compared using ANOVA analysis and error bars represent s.e.m. There were no significant changes for any comparisons.
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